Each of these files can be opened as a table, which lists the called peaks, or imported into Signalmap or the UCSC browser for viewing. The peaks were called using the program described in Bieda et al. (9) using the L1 stringency. The files are labeled by the array number (e.g., 63975), the method of amplification (e.g., lmpcr), the stringency (T02P0001), and whether it is the A or B sample. The raw data for each array has been deposited into GEO with the series number GSE5251.
Chromat in Im m unopr ecipit ation (ChIP) Assay Pr ot ocol
Can be prepared in advance and stored at -80º
Wash Staph A Cells: 1. Resuspend 1 gram of lyophilized Staph A cells (Pansorbin®, Calbiochem Cat#507862) in 10 mL of 1X Dialysis Buffer without sarkosyl (DB -srk) (difficult to resuspend, try using a P1000 pipetman w/several mL, then after resuspension add remaining volume OR allow 30 minutes to rehydrate to ease resuspension) 2. Transfer to a 15 mL tube and centrifuge at 6,000 rpm for 5' at 4°C, pour off supernatant 3. Resuspend pellet in 10 mL 1X DB -srk 4. Centrifuge at 6,000 rpm for 5' at 4°C, pour off supernatant 5. Resuspend in 3 mL of PBS, 3% SDS, 10% BME (2.25 mL 1X PBS, 450 µL 20% SDS, 300 µL BME) in fume hood 6. Boil for 30' in fume hood 7. Centrifuge at 6,000 rpm for 5' at RT, pour off supernatant into chemical waste 8. Wash with 10 mL of 1X DB -srk 9. Centrifuge at 6,000 rpm for 5' at RT, pour off supernatant 10. Repeat 7, 8 and 9 11. Resuspend in 4 mL of 1X DB -srk 12. Divide into 100 µL aliquots (40x 0.5 mL tubes), snap freeze and store at -80 (or liquid N2) for indefinite time Must be prepared within two weeks of beginning experiment and stored at +4º (Prepare 100 uL Staph A for every 5x10 7 cells, will use half Day 1 and half Day 2)
Blocking Staph A Cells: 1. Thaw 1 tube (100 µL each) of Staph A Cells for approximately every 5x10 7 cells or one tube for four IPs to be used for ChIP analysis. 2. Add 10 µL of 10mg/mL salmon sperm DNA and 10 µL of 10mg/mL BSA for each 100 µL Staph A aliquot and mix by pipette 3. For best results, incubate on rotating platform overnight at 4°C, or at 4°C for several (≥3 hrs) hours, (or 2 hrs at RT if time constraint) 4. Transfer to 1.5 mL tube and microfuge at 14,000 rpm for 3' at 4°C and remove supernatant 5. Wash pellet by resuspending in 1 mL 1X DB -srk 6. Microcentrifuge at 14,000 rpm for 3' at 4°C and remove supernatant 7. Repeat 5 and 6 8. Resuspend the pellet in 100 µL of 1X DB -srk w/ 1mM PMSF (use 1 µL of 100mM PMSF) 9. Washed and blocked Staph A Cells can be stored at 4°C for up to 2 weeks Reverse cross-link by adding 2 µL of 5 M NaCl (0.2M NaCl) iii.
Boil for 15' iv.
After returning to RT, add 1 µL of 10 mg/mL RNase A v.
Clean with QiaQuick PCR Purification Kit Steps that may vary with cell type e. Place column back in catch tube and add 750 µL PE buffer to each tube f. Centrifuge at max speed for 1' and discard flow through g. Reinsert column into catch tube and spin at max for 1' more h. Label tube i. Place column into a clean/labeled 1.5 mL tube, discard catch tube j. Add 30 µL of EB to column membrane, let sit 2' k. Centrifuge at max speed for 1' and discard column vi.
Load gel with 1 & 4 µL of sonicated sample 12. If using 15 mL tubes, transfer sonicated chromatin to 1.5 mL tubes 13. Microfuge samples (hinge facing outside) at 14,000 rpm for 10' at 4°C 14. Transfer supernatant to new 1. Steps that may vary with cell type **Be sure to use appropriate monoclonal or polyclonal dialysis and wash buffers** 9. Wash pellets with 1 mL of 1X Dialysis Buffer (Add 10 µL of 100mM PMSF per 1 mL of buffer, does NOT contain aprotinin/leupeptin) (1 mL x 2 washes) x (____ # samples) = ______mL_ Total volume 1X Dialysis Buffer prepared: ________ mL_ 100 mM PMSF: ____µL_ 10. Invert tube 20 times by hand at RT 11. Microfuge at 14,000 rpm for 4' at 4°C, pour off supernatant in labeled waste container 12. Repeat 9, 10 and 11 once more 13. Wash pellets with 1 mL of IP Wash Buffer (Add 10 µL of 100mM PMSF per 1 mL of buffer, does NOT contain aprotinin/leupeptin) (1 mL x 4 washes) x (____ # samples) = _____mL_ Steps that may vary with cell type DAY 3: DATE: TIME: E. Column Purification and PCR Analysis 1. Add 1 µL of 10mg/mL RNase A to each sample (including your "10% Input") and incubate for 30' at 37°C 2. Column purify each sample using Qiagen Qiaquick PCR purification Kit a. Transfer samples to labeled 1.5 mL tubes b. Add 500 µL PBI buffer to each sample c. Add 10 µL of 3M NaOAc pH 5-5.2 to make solution less basic, light vortex d. Transfer to Qiagen column (purple) e. Centrifuge at max speed for 1' and discard flow through f. Place column back in catch tube and add 750 µL PE buffer to each tube g. Centrifuge at max speed for 1' and discard flow through h. Reinsert column into catch tube and spin at max for 1' more i. Label 1.5 mL tubes j. Place column into a clean/labeled 1.5 mL tube, discard catch tube k. Add 50 µL of EB to column membrane, let sit 2' l. Centrifuge at max speed for 1' and discard column Eluted sample names: At this point, amplified material is stable and can be stored at -20 ° indefinitely 13. Purify samples using QIAquick PCR cleanup columns or analogous product. It is important to elute the samples in water so that the subsequent labeling reactions are efficient.
[Since the amplified material contains both single-and double-stranded DNA that can be effectively labeled, the column purification method used should recover both.]
[At this stage, the purification column eluates for total and immunoprecipitated samples should be readily quantifiable by nanodrop, spectrometer, or dye intercalation, eg, picogreen (dye intercalation may underestimate amount due to single strand product). Optimally, total recovery for immunoprecipitated samples will be in the 1-4 ug range. This gives enough material for several labelings for downstream microarray analysis. If yields are less, or more product is desired, re-amplify material using Sigma GenomePlex WGA Reamplification Kit] 
